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Tue alignment was done on 3 Protein sequences. 

^aracter to show that a position in the alignment is perfectly conserved: 

Character to show that a position is well conser^ 

Alignment 

ADIPROT MSVFDSKcKGIHVYSEIGELESVLVHEPGREIDYITPARLDELLFSAILE 50 

ARTADIPRO MSVFDSKFKGIHVYSEIGELESVLVHEPGREIDYITPARLDELLFSATLE 50 

HOMADIPRO MSVFDSKFNGIHVYSEIGELETVLVHEPGREIDYITPARLDELLFSAILE 50 
♦ ***♦♦♦♦ ^ *♦**♦♦♦*♦*♦♦ ^ ****♦**♦**♦***♦**♦♦♦♦♦♦♦♦*♦♦ 

ADI PROT SHDARKEHKQFVAELKANDINWELIDLVAETYDLASQEAKDKLIEEFLE 1 0 0 
ARTADIPRO SHDARKEQSQFVAILKANDINWETIDLVAETYDLASQEAKDRLIEEFLE 100 
HOMADIPRO SHDARKEHQSFVKIMKDRGINWELTDLVAETYDLASKAAKEEFIETFLE 100 

ADIPROT DSEPVLSEEHKVWRNFLKAKKTSRKLVEIMMAGITKYDLGIEADHELIV 150 

ARTADIPRO DSEPVLSEAHKKWRNFLKAKKTSRKLVELMMAGITKYDLGVEADHELIV 150 

HOMADI PRO ETVPVLTEANKKAVRAFLLSKPT-HEMVEFMMSGITKYELGVESENELIV 1 4 9 
.. ***.*..* .**.** .* * ...♦*.**♦♦***.**.♦ t*** 



ADIPROT DPMPNLYFTRDPFASVGNGVTIHYMRYKVRQRETLFSRFVFSNHPKLINT 200 

ARTADIPRO DPMPNLYFTRDPFASVGNGVTIHFMRYKVRRRETLFSRFVFRNHPKLVNT 200 

HOMADIPRO DPMPNLYFTRDPFASVGNGVTIHFMRYIVRRRETLFARFVFRNHPKLVKT 199 
♦ **♦**♦♦♦****♦♦*♦*♦♦**♦ t** ** ***** ****. **♦♦♦ t 

• • ■ • a , 

ADIPROT PWYYDPSLKLSIEGGDVFIYNNDTLWGVSERTDLQTVTLLAKNIVANKE 250 

ARTADIPRO PWYYDPAMKLSIEGGDVFIYNNDTLWGVSERTDLDTVTLLAKNLVANKE 250 

HOMADIPRO PWYYDPAMKMPIEGGDVFIYNNETLWGVSERTDLDTITLLAKNIKANKE 249 
****************** ************ * ****** 

ADIPROT CEFKRIVAINVPKWTNLMHLDTWLTMLDKDKFLYSPIANDVFKFWDYDLV 300 

ARTADIPRO CEFKRIVAINVPKWTNLMHLDTWLTMLDKNKFLYSPIANDVFKFWDYDLV 300 

HOMADI PRO VEFKRIVAINVPKWTNLMHLDTWLTMLDKNKFLYSPIANDVFKFWDYDLV 299 

ADIPROT NGGAEPQPVENGLPLEGLLQSIINKKPVLIPIAGEGASQMEIERETHFDG 350 

ARTADIPRO NGGAEPQPVENGLPLEKLLQSIINKKPVLIPIAGEGASQMEIERETHFDG 350 

HOMADIPRO NGGAEPQPQLNGLPLDKLLASIINKEPVLIPIGGAGATEMEIARETNFDG 349 
******** ***** ** ***** ****** * ** *** 



ADIPROT TNYLAIRPGWIGYSRNEKTNAALEAAGIKVLPFHGNQLSLGMGNARCMS 400 

ARTADIPRO TNYIAIRPGWIGYSRNEKTNAALKAAGIKVLPFHGNQLSLGMGNARCMS 400 

HOMADIPRO TNYLAIKPGLVIGYDRNEKTNAALKAAGITVLPFHGNQLSLGMGNARCMS 399 
***^**^** **** ********* **** *****♦«*,*««*♦*♦»*♦* 



ADIPROT MPLSRKDVKW 410 
ARTADIPRO MPLSRKDVKW 410 
HOMADIPRO MPLSRKDVKW 409 



ADIPROT = Mycoplasma arginini 
ARTADIPRO = Mycoplasma arthritides 
HOMADIPRO = Mycoplasma hominus 
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Native ADI 
PEG-ADI 
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A PEG-ADI 
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-o Ester linker 
Amide linker 



A— AEpoxy linker 
^ — A Branched PEG 



Etfeet of linker Chemistry and PEG Configuratin on Pharmacodynamic 
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8 



o Native ADI 

SC-PEG 5,000-ADI 
A SS-PEG 20.000- ADI 




Treatment Tlzne. weeks 



12 



35-1 



SK-mel 2 Human Melanoma Cells 
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Alignment 

STRADIPYR MTAQTPIHVYSEIGKLKKVLLHRPGKEIENLMPDYLERLLFDDIPFLEDA 50 

STRADIPNE MSSHPIQVFSEIGKLKKVMLHRPGKELENLLPDYLERLLFDDIPFLEDAQ 50 

STRADIPYR QKEHDAFAQALRDEGIEVLYLETLAAESLVTPEIREAFIDEYLSEANIRG 1 00 

STRADIPNE KEHDAFAQALRDEGIEVLYLEQLAAESLTSPEIRDQFIEEYLDE ANIRDR 1 00 

STRADIPYR RATKJCAIRELLMAIEDNQELIEKTMAG VQKSELPEIPASEKGLTDL VESN 1 50 

STRADIPNE QTKVAIRELLHGIKDNQELVEKTMAGIQKVELPEIPDEAKDLTDL VESE Y 1 50 

STRADIPYR YPFAIDPMPNLYFTRDPFATIGTGVSLNHMFSETRNRETLYGKYIFTHHP 200 

STRADIPNE PFAIDPMPNLYFTRDPFATIGNAVSLNHMFADTRNRETLYGKYIFKYHPI 200 

STRADIPYR rV^GGGKVPNmT)RNETTRIEGGDELVLSKDVLAVGISQRTDAASIEKLLV 250 

STRADIPNE YGGKVDLVYNREEDTRIEGGDELVLSKDVLAVGISQRTDAASIEKLLVNl 250 

STRADIPYR NIFKQNLGFKKVLAFEFAlWRKFMHLDTVFTMVDYDKFnHPEIEGDLRV 300 

STRADIPNE FKKNVGFKKVLAFEFANNRKFMHLDTVFIT^rsa^YDI^ 300 

STRADIPYR YSVTYDNEELHIVEEKGDLAELLAANLGVEKVDLIRCGGDNLVAAGREQW 350 

STRADIPNE VTYENEKLKIVEEKGDLAELLAQNLGVEKVHLIRCGGGNIVAAAREQWND 350 

STRADIPYR NDGSNTLTIAPGWWYNRNTITNAILESKGLKLIKIHGSELVRGRGGPR 400 

STRADIPNE GSNTLTIAPGWWYDRNTVTNKILEEYGLRLIKIRGSELVRGRGGPRCM 400 

STRADIPYR CMSMPFEREDI 411 

STRADIPNE SMPFEREEV 409 



FIG. 10 



STRADIPYR = Steptococcus pyogenes 
STRADIPNE = Steptococcus pneumoniae 
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Alignment 

BORADIBUR MEEEYLNPINIFSEIGRLKKVLLHRPGEELENLTPLIMKNFLFDDIPYLK 
BORADIAFZ MEEYLNPINIFSEIGRLKKVLLHRPGEELENLTPFIMKNFLFDDIPYLEV 

BORADIBUR VARQEHEVFVNILKDNSVEIEYVEDLVSEVLASSVALKNKFISQFILEAE 
BORADIAFZ ARQEHEVFASILKNNLVEIEYIEDLISEVLVSSVALENICFISQFILEAEI 

BORADIBUR IKTDGVINILKDYFSNLTVDNMVSKMISGVAREELKDCEFSLDDWVNGSS 
BORADIAFZ KTDFTWLLKDYFSSLTIDNMISKN^SGWTEELKNYTSSLDDLVNGANL 

BORADIBUR FVIDPMPNVLFTRDPFASIGNGITINKMYTKVRRRETIFAEYIFKYHSAY 
BORADIAFZ FIIDPMPNVLFTRDPFASIGNGVTINKMFTKVRQRETIFAEYIFKYHPVY 

BORADIBUR K£NVPIWF>niWEETSLEGGDEFVLNKDLLVIGISERTEAGSVEKLAAS 
BORADIAFZ K£m^IWLNRWEEASLEGGDELVLNKGLLVIGISERTEAKSVEKLAISLF 

BORADIBUR KNKAPFSTILAFKIPKNRAYMHLDTVFTQIDYSVFTSFTSDDMY^ 
BORADIAFZ KNKTSFDTILAFQIPKNRSYMHLDTVFTQIDYSVFTSFTSDDMYFSIYVL 

BORADIBUR TYNSNSNKINIKKEKAKLKDVLSFYLGRKIDIIKCAGGDLIHGAREQWND 
BORADIAFZ TYNPSSSKIHIKKEKARJKDVLSFYLGRKIDIIKCAGGDLIHGAREQWND 

BORADIBUR GANVLAIAPGEVIAYSRNHVTNKLFEENGIKVHRIPSSELSRGRGGPRCM 
BORADIAFZ GAhm-AIAPGEIIAYSRNHVTNKLFEENGIKVHRIPSSELSRGRGGPRCM 

BORADIBUR SMSLVREDI 
BORADIAFZ SMPLIREDI 
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FIG. 11 



BORADIBUR = Borreiia burgdorferi 
BOIL\DIAFZ = Borreiia ajzeilii 
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QIAADIINT MTDFSKDKEKLAQATQGGENERAEIVWHLPQGTSFLTSLNPEGNLLEEP 50 

CLOADIPER MRDDRALhA/TSEIGRLKTVLLHRPGEEIENLTPDLLDRLLFDDIPYLKVA 50 

BACADILIC MIMTTPIHVYSEIGPLKTVMLKRPGRELENLTPEYLERLLFDDIPFLPAV 50 

QIAADIINT ICPDELRRDHEGFQAVLKEKGCRVYMPYDVLSEASPAEREVLMDQAMAS' 100 

CLOADIPER REEHDAFAQTLREAGVEVLYLEVLAAEAIETSDEVKQQFISEFIDEAGVE 100 

BACADILIC QKEHDQFAETLKQQGAEVLYLEKLTAEALDDALVREQFIDELLTESKADI 100 

QIAADIINT KYELHATGARITPKMKYCVSDEYKRKVLSALSTRNLVDVILSEPVIHLAP 150 

CLOADIPER SERLKEALIEYFNSFSDNKAMVDKMMAGVRKEELKDYHRESLYDQVNNVY 150 

BACADILIC NGAYDRLKEFLLTFDADSMVEQVMSGIRKNELEREKKSHLHELMEDHYPF 150 

QIAADIINT GVRNTALVTNSVEIHDSNNMVFMRDQQITTRRGIVMGQFQAPQRRREQVL ->00 

CLOADIPER PFVCDPMPNLYFTREPFATIGHGITLNHMRTDTRNRETIFAKYIFRHHPR 200 

BACADILIC YLDPMPNLYFTRDPAAAIGSGLTINKMKEPARRRESLFMRYIINHHPRFK 200 

QIAADIINT ALIFWKRLGARWGDCREGGPHCMLEGGDFVPVSPGLAMMGVGLRSTYVG 250 

CLOADIPER FEGKDIPFWFNRNDKTSLEGGDELILSKEILAVGISQRTDSASVEKLAKK 250 

BACADILIC GHEIPVWLDRDFKFNIEGGDELVLNEETVAIGVSERTTAQAIERLVRNLF 250 

QIAADIINT AQYLMSKDLLGTRRFAWKDCFDQHQDRMHLDCTFSVLHDKLWLDDYIC 300 

CLOADIPER LLYYPDTSFKTVLAFKIPVSRAFMHLDTVFTQVDYDKFTVHPGIVGPLEV 300 

BACADILIC QRQSRJRRVLAVEIPKSRAFMHLDTVFTMVDRDQFTIHPAIQGPEGDMRI 300 

QIAADIINT SGMGLRYVDEWIDVGADAVKKAKSSAVTCGNYVLAKANVEFQQWLSENGY 350 

CLOADIPER YALTKDPENDGQLLVTEEVDTLENILKKYLDRDIKLIKCGGGDEIIAARE 350 

BACADILIC FVLERGKTADEIHTTEEHNLPEVLKRTLGLSDVNLIFCGGGDEIASAREQ 350 

QIAADIINT TIVRIPHEYQLAYGCNNLNLGJWCVLSVHQPTVDFIKADPAYISYCKSNN 400 

CLOADIPER QWN1X3SNTLAIAPGEVVVYSRNYVTNEILEKEGIKLHVIPSSELSRGRGG 400 

BACADILIC WNDGSNTLAIAPGVWTYDRNYISNECLREQGIKVIEIPSGELSRGRGGP 400 



QIAADIINT LPNGLDLVYVPFRGITRMYGSLHCASQWYRTPLAPAAVKACEQEGDGIA 

CLOADIPER PRCMSMPLIREDL 

BACADILIC RCMSMPLYREDVK 

QIAADIINT AIYEKNGEPVDAAGKKFDCVIYIPSSVDDLIDGLKINLRDDAAPSREIIA 



450 
413 
413 

500 



QIAADIINT DAYGLYQKLVSEGRVPYITWRMPSMPVVSLKGAAKAGSLKAVLDKIPQLT 550 
QIAADIINT PFTPKAVEGAPAAYTRYLGLEQADICVDIK 580 



QIAADIINT = Qiardia intestinalis 
CLOADIPER = Clostridium perfringens 

FIG. 1 2 BACADILIC = Bacillus licheniformis 
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Alignment 



ENTADIFAE MSHPINVFSEIGKLKTVMLHRPGKELENLMPDYLERLLFDDIPFLEKAQA 
LACADISAK MTSPIHVNSEIGIO-KWLLKRPGKEVENITPDIMYRLLFDDIPYLPTIQK 

ENTADIFAE EHDAFAELLRSKDIEWYLEDLAAEALINEEVRRQFIDQFLEEANIRSES 
LACADISAK EHDQFAQTLRDNGVEVLYLENLAAEAIDAGDVKEAFLDFCMLNESHIKSPQ 

ENTADIFAE AKEKVRELMLEIDDNEELIQKAIAGIQKQELPKYEQEFLTDMVEADYPFI 
LACADISAK VQAALKDYLISMATLDMVEKIMAGVRTNEIDIKSKALIDVSADDDYPFYM 

ENTADIFAE IDPMPNLYFTRDNFATMGHGISLNHMYSVTRQRETIFGQYIFDYHPRFAG 
LACADISAK DPMPNLYFTRDPAASMGDGLTnsrKMTFEARQRESMFMEVIMQHHPRFANQ 

ENTADIFAE KEVPRVYDRSESTRIEGGDELILSKEWAIGISQRTDAASIEKIARNIFE 
LACADISAK GAQVWRDRDHIDRMEGGDELILSDKVLAIGISQRTSAQSIEELAKVLFAN 

ENTADIFAE QKLGFKNILAFDIGEHRKFMHLDTVFTMIDYDKFTIHPEIEGGLVVYSIT 
LACADISAK HSGFEKILAIKIPHKHAMMHLDTVFTMIDYDKFnHPGIQGAGGMVDTYI 

ENTADIFAE EKADGDIQITKEKDTLDNILCKYLHLDNVQLIRCGAGNLTAAAREQWNDG 
LACADISAK LEPGNNDEIKITHQTDLEKyLRDALEVPELTLIPCGGGDAWAPREQWND 

ENTADIFAE SNTLAIAPGEWWDRNTITNKALEEAGVKLNYIPGSELVRGRGGPRCMS 
LACADISAK GSNTLAIAPGVWTYDRNYVSNENLRQYGIKVIEVPSSELSRGRGGPRCM 

ENTADIFAE MPLYREDL 
LACADISAK SMPLVRRKT 
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ENTADIFAE = Enterococcus faecal is 



FIG. 13 



LACADISAK = Lactobacillus sake 



